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The publisher regrets that the figures in this paper were presented in the text in reverse order. That is, Fig. 5 appears with
the legend to Fig. 1, Fig. 4 appears with the legend to Fig. 2, Fig. 3 is correct as it is in the middle, Fig. 2 appears with the
legend to Fig. 4, and Fig. 1 appears with the legend to Fig. 5.
For the reader’s convenience, all figures are shown here with their correct legends.
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Fig. 1. Western blot analysis of MLV p65Gag proteins expressed in Sf9 and
293T cells. Cell lysates and supernatants were harvested and adjusted to an
equivalent total protein concentration. Protein loading of cellular extracts
was 20 g/lane for mammalian cell samples and 2 g/lane for insect cell
samples. Supernatants were prepared by low-speed clarification followed
by pelleting (14K rpm, 30, 4 °C) to eliminate secreted Gag monomers.
Western blotting was done with a goat anti-p30Gag serum to detect MLV
proteins and a monoclonal antibody to gp67, the major baculovirus gly-
coprotein, as marker for baculovirus infection. Primary antibodies were
incubated with appropriate conjugates and the blots were finally developed
using BM chemiluminescence (Roche). The samples analysed were as
follows: 1, nontransfected 293T cells (control); 2, 293T cells transfected
with pHIT60 (Soneoka et al., 1995) expressing p180Gag-Pol; 3, Sf9 cells
infected with BacPAK6 (control); 4, AcMLVGag; 5, AcMLVGag-Pol. In-
fected cell lysates (A and C) or supernatants (B) were collected 48 h
postinfection and resolved by 12% SDS-PAGE before Western blotting
using anti-p30Gag antibody (A and B) or anti-gp67 (C). The positions of
uncleaved p65Gag, cleaved p30Gag, and baculovirus gp67 are indicated.
Fig. 2. Sucrose gradient analysis of VLPs assembled in Sf9 and 293T cells.
VLPs present in the supernatant were sedimented through a 20–60% step
sucrose gradient made up in PBS. Gradients were fractionated from the top and
VLPs produced from Sf9 cells infected with AcMLVGag (A) and Ac-
MLVGag-Pol (B) or from 293T cells transfected with pHIT60 (C) were
detected by 12% SDS-PAGE and Western blotting using goat anti- p30Gag
antibody followed by an anti-goat peroxidase conjugate and chemilumi-
nescence.
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Fig. 5. Sucrose gradient analysis of VLPs assembled after Sf9 cell coin-
fection with AcMLVGag and AcMLVGag-PolCAG. VLPs present in the
supernatant of Sf9 cells infected with AcMLVGag or AcMLVGag  AcM-
LVGag-PolCAG were sedimented through a 20–60% step sucrose gradient
and analysed as described for Fig. 2. (A) Gradient profile for AcMLVGag-Pol
only (as in Fig. 2B); (B) gradient profile of coinfection of AcMLVGag and
AcMLVGag-PolCAG. VLP were detected by 12% SDS-PAGE and Western
blotting using anti-p30Gag antibody following gradient fractionation from
the top.
Fig. 4. Western blot analysis of p65Gag proteins expressed by p65Gag
termination codon mutants in Sf9 cells. Cell lysates and supernatants were
prepared as described for Fig. 1. The samples analysed were as follows: 1,
nontransfected 293T cells (control); 2, 293T cells transfected with pHIT60
expressing p180Gag-Pol; 3, Sf9 cells infected with BacPAK6; 4, AcMLVGag;
5, AcMLVGag-Pol; 6, AcMLVGag-PolUAA; 7, AcMLVGag-PolUGA; 8, Ac-
MLVGag-PolCAG. Infected cell lysates (A and C) or supernatants (B) were
collected 48 h postinfection and resolved by 12% SDS-PAGE and Western
blot using anti-p30Gag antibody (A and B) or anti-gp67 (C). The blot is a
composite and the positions of uncleaved p65Gag, cleaved p30Gag, and the
baculovirus expressed gp67 are indicated.
Fig. 3. Electron microscopy of assembled MLV VLPs. Representative
thin-section electron micrographs of MLV VLPs were assembled in Sf9
cells infected with AcMLVGag-Pol. Samples were prepared as described by
(Jowett et al., 1992) and stained as described by (Hockley et al., 1988)
before being examined using a Philips CM12 electron microscope operat-
ing at 80 kV. The majority of VLPs examined had a morphology typical of
immature viruses (A), but very occasionally a VLP with a morphology
resembling that of a mature virion was observed (B, indicated). Rod-
shaped baculoviruses are also present sectioned at various angles in both
panels. Bar is 100 nm.
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